The effect of the anticancer drug cisplatin (alone and in combination with y-radiation) on the initiation of DNA synthesis in Friend leukemia cells was studied. A method for isolation of DNA fractions containing the origins of replication was used. It was found that cis platin decreased the rate of the initiation of DNA syn thesis. The mild y-radiation has previously been ob served to inhibit the initiation of DNA synthesis. In the present investigation the combination of cisplatin and yradiation showed additive effects without synergism on the initiation of DNA biosynthesis. 
In the present investigation we studied the ef fect of c/s-DDP alone and in combination with yradiation on the initiation of DNA synthesis in Friend leukemia cells. It has been previously shown that mild y-radiation inhibits the initiation of DNA replication (Lallev et al., 1993) .
We studied the effect of different concentrations of cisplatin on the total biosynthesis of DNA in Friend leukemia cells. Two hours preincubation of the cells with 2 |im cisplatin inhibited the total DNA biosynthesis (about 30% -0.031 pmol [3H]thymidine per [.ig DNA was the incorporation in the control cells) and further increase of the concentration of the complex did not change its effect significantly. This rather small effect of cis platin is due on the relatively short time of prein cubation of the cells with cisplatin. Our purpose was to achieve such effect in order to may register the effect of the combined action of cisplatin and y-radiation.
To investigate the effect of cisplatin and y-radiation on the initiation of DNA biosynthesis we used the quantitative method for determination of the rate of the initiation of DNA synthesis developed in our institute (Russev and Vassilev, 1982) . D molecular weight DNA and under denaturing con ditions are released to form a fraction of newly synthesised DNA fragments. Upon electrophore sis under denaturing conditions cross-linked DNA forms a slow-moving peak, while the fragments synthesised at origins of replication form a fastmoving peak (Fig. 1) . Provided equal amounts of DNA (measured as 14C counts) were loaded onto the gel, the amount of 3H counts incorporated in the low molecular mass peak containing the na scent DNA fragments is directly and quantitatively proportional to the number of initiation events.
Distance from the origin ( cm ) Fig. 1 . Effect of cisplatin on the initiation rate of DNA synthesis in Friend leukemia cells. The cells were la belled uniformly with 0.004 MBq/ml [14C]dThd for 24 h. Then they were preincubated with 2 [im cisplatin for two hours, cross-linked with trioxsalen to give 3 kb between the cross-links and labelled with 0.8 MBq/ml [3H]dThd for 45 min. DNA was isolated, denatured and electrophoresed in a 1% agarose gel. Gels were cut into 1 cm slices and the radioactivity counted. Radioactivity was plotted against distance from the origin of gel. The effect of the combination of cisplatin and yradiation on the initiation of the DNA biosynthe sis is shown in Fig. 2 . The cells were preincubated with 2 j.iM c/s-DDP for two hours and exposed to y-radiation (5 J.cm-1 min-1) before cross-linking with trioxsalen. The initiation rates were calcu lated from the areas of the respective fast-moving peaks in the gels and were expressed relative to the control. C/s-DDP and y-radiation reduced the rate of initiation of DNA synthesis by about 25% and 40% respectively. The effect of the combined action of the two agents was additive without syn ergism -about 55% inhibition of the initiation of DNA biosynthesis. On the basis of this result it control cis-DDP GAMMA cis-DDP+GAMMA Fig. 2 . Effect of the combined action of cisplatin and yradiation on the initiation rate of DNA in Friend leuke mia cells. The cells were preincubated with 2 [am cis-D DP (cisplatin) for two hours and/or exposed to y-radi ation (5 J.cm-1 min-1) before cross-linking with trioxsa len. The DNA labelling and analysis were the same as in Fig. 1 . Rates of replicon initiation were calculated from the areas of the respective fast-moving peaks in the gels and were expressed relative to the control, con trol -control cells; cis-DDP -cells preincubated with 2 (.im cisplatin for two hours; GAM M A -cells exposed 
